How can these seemingly contradicting results be reconciled? At least two possibilities come to mind: (i) due to the spatial constraints of the plaque assay, some plaques (each initiated from a single virus) overlap, resulting in the appearance of coinfection, and (ii) cells infected by more than one virus have a higher probability of successfully forming a plaque.
While the second option is intriguing, the first seems more likely and is supported by the simulations presented below. Using 10-cm plates, the authors picked~120 plaques from plates harboring between a few and 50 plaques, with an average of 20 plaques per plate. The average size of poliovirus plaques at 48 h is reported to be between 1 and 3 mm (2) . Using these parameters, simulations can be performed where a virtual 10-cm plate is randomly seeded with plaques and the percentage of overlapping plaques calculated (Fig. 1A) . Repeating this 1,000 times for each combination of plaque size and number of plaques per plate results in a good estimate of the percentage of overlapping plaques (Fig. 1B) . By virtually "picking"~120 plaques in each simulation run, P values can also be calculated by counting the number of simulations that resulted in Ͼ5% overlapping plaques (Fig. 1C) .
These simulations suggest that due to the spatial constraints of the plaque assay, one can expect anywhere between 0.3 and 12% of plaques to overlap to some degree (depending on the plaque size and the number of plaques in the plate), resulting in seemingly high coinfection rates. This suggests that the discrepancy between the estimates of coinfection rates by the plaque assay and flow cytometry are most likely due to the technical limitation of resolving overlapping plaques.
